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Abstract: There is a scarcity of studies that have investigated the role of multiple single nucleotide
polymorphisms (SNPs) on a range of muscle phenotypes in an elderly population. The present
study investigated the possible association of 24 SNPs with skeletal muscle phenotypes in 307
elderly Caucasian women (aged 60–91 years, 66.3 ± 11.3 kg). Skeletal muscle phenotypes included
biceps brachii thickness, vastus lateralis cross-sectional areas, maximal hand grip strength, isometric
knee extension and elbow flexion torque. Genotyping for 24 SNPs, chosen on their skeletal muscle
structural or functional links, was conducted on DNA extracted from blood or saliva. Of the 24 SNPs,
10 were associated with at least one skeletal muscle phenotype. HIF1A rs11549465 was associated
with three skeletal muscle phenotypes and PTK2 rs7460 and ACVR1B rs10783485 were each associated
with two phenotypes. PTK2 rs7843014, COL1A1 rs1800012, CNTF rs1800169, NOS3 rs1799983, MSTN
rs1805086, TRHR rs7832552 and FTO rs9939609 were each associated with one. Elderly women
possessing favourable genotypes were 3.6–13.2% stronger and had 4.6–14.7% larger muscle than
those with less favourable genotypes. These associations, together with future work involving a
broader range of SNPs, may help identify individuals at particular risk of an age-associated loss
of independence.
Keywords: single nucleotide polymorphisms; neuromuscular; elderly; genotyping
1. Introduction
Ageing is a complex physiological process and is associated with a decline in skeletal muscle
function [1]. Neuromuscular function determines an individual’s mobility and independence during old
age [2,3]. The heritability values of muscle mass and muscle strength are reported to be between 45–82%,
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depending on the skeletal muscle phenotypes and the population considered [4–6], which suggests that
associations between single nucleotide polymorphisms (SNPs) and skeletal muscle phenotypes could,
in aggregate, account for a substantial portion of the typical inter-individual variability in skeletal
muscle mass and strength. Genotype affects skeletal muscle in several ways, influencing myoblast
proliferation, enhancing the transcription of muscle-specific genes, mitochondrial function and the
activation of signalling pathways [7–9], all of which play a role in the maintenance of muscle mass and
muscle function [10,11].
There is considerable inter-individual variability in muscle size and muscle strength, with up to
18% [12] and 20% [13] population variability reported for appendicular lean muscle size and vastus
lateralis (VL) muscle volume respectively, and up to 16% coefficient of variation for specific force [13,14]
in younger adults. Assuming all else is equal, this variance implies that within the elderly population,
those at the weaker or lower end of this distribution are more likely to experience a loss of independence
at an earlier age. To date, there are numerous studies associating single SNPs with skeletal muscle
phenotypes in a variety of populations, ranging from young adult athletes to elderly members of the
general population [15,16]. The outcome of such studies is, however, equivocal, as there are instances
where these same SNPs show contrasting results depending on the population investigated. In older
adult populations, for instance, ACE insertion/deletion (ACE I/D) is associated with skeletal muscle
mass phenotypes [10] in one study, whereas in another study they are not associated [17].
When selecting meaningful phenotypes to investigate for possible associations with SNPs, it is
important to consider skeletal muscle phenotypes that are relevant to health-related quality of life
(HQoL) and activities of daily living (ADL). For instance, vastus lateralis (VL) muscle atrophy is
representative of muscle loss associated with ageing [18] and lower muscle mass has been linked
with functional impairment and physical disability in older people [19]. Similarly, loss of knee
extensor strength correlates with functional impairments in the elderly [20]. In addition to lower limb
musculature, upper limb muscle size and muscle strength are also prone to decline with ageing [21,22]
and low hand grip strength (HGS) has been previously linked with impaired mobility, functional
decline and higher levels of mortality [23–25]. The identification of new gene variants or replicating
previous findings in an elderly population could be useful in identifying elderly people at a particularly
enhanced risk of mobility limitations.
Despite equivocal single-SNP associations being reported [10,17,26,27], there have been no
investigations of multiple in vivo skeletal muscle size and strength measures in elderly women for
associations with multiple gene variants. Therefore, the present study investigated the association
of a selection of 24 SNPs with skeletal muscle phenotypes, specifically muscle size (biceps brachii
thickness and vastus lateralis anatomical cross sectional area (VLACSA)) and muscle strength (handgrip
strength (HGS), isometric elbow flexion torque (MVCEF) and isometric knee extension torque (MVCKE))
measures, in elderly Caucasian women.
2. Materials and Methods
2.1. Participants
Three hundred and seven Caucasian women aged 60–91 years old (70.7 ± 5.7 years, 66.3 ± 11.3 kg,
1.60 ± 0.06 m) (mean ± SD) who were ambulatory and had no history of severe muscle, bone,
nervous system or cardiovascular related disorders, such as osteoporosis, rheumatoid arthritis, cancer,
Alzheimer’s, convulsions and epilepsy, volunteered for this study. All procedures were in accordance
with the ethical standards of the institution research committee (Manchester Metropolitan University
Ethics Committee; Approval number: 09.02.16 (i)) and with the Declaration of Helsinki. Informed
consent was obtained from all participants.
Testing was conducted in one session in the following order: anthropometry, handgrip strength,
isometric knee extension maximum voluntary contraction (MVCKE) and isometric elbow flexion
maximum voluntary contraction (MVCEF), ultrasound of biceps brachii and vastus lateralis muscle and
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sample collection (blood or saliva). DNA extraction and genotyping were performed later. The detail
of these procedures can be seen in our published paper [28]; however, a brief description of procedures
is given below.
2.2. Handgrip Strength
A digital load cell handgrip dynamometer (JAMAR Plus, JLW Instruments, Chicago, IL, USA)
was used to measure the handgrip strength of the participants [29]. In short, participants performed
this test in a standing position, holding the dynamometer with the arm flexed at 90◦ to the shoulder.
During the test, the participants squeezed with maximum effort. The left and right arms were alternated;
three trials were performed with each arm. Peak grip strength of all the trials was recorded for the study.
The test–retest reliability of measuring HGS with this method is reported to be high (ICC = 0.99) [30].
2.3. Isometric Knee Extension and Elbow Flexion Maximal Voluntary Contraction
Isometric knee extension maximal voluntary contraction (MVCKE) was recorded using a load
cell (Zemic, Eten-Leur, The Netherlands) with all participants in a seated position in a custom-built
dynamometer with knee angle maintained at 120◦ (straight was considered as 180◦). The load cell
was calibrated prior to every strength testing session. The participants were asked for their dominant
side and the dominant leg was securely fastened above the lateral malleolus (identified by palpation)
where the participant felt comfortable while fastening the strap (low compliance nylon attached to a
force transducer). Participants were instructed to perform MVCKE with real-time visual feedback and
verbal encouragement. Three trials were performed, with breaks of 1 min between trials to reduce any
influence of fatigue [31]. The force produced was digitized using an analogue-to-digital converter,
displayed and recorded on a PC (My LabVIEW, National Instruments, Berkshire, UK). MVCKE was
calculated as knee torque considering the length of the tibia, height of the strap and angle of knee
extension above the ankle joint in N·m.
MVCKE = Force × (Tibia length − strap distance from ankle) × cos 30◦
with the same equipment, MVCEF was performed at 60◦ elbow flexion (0◦ is a straight position) and
MVCEF was calculated as MVCEF torque (N·m) as
MVCEF = Force × Radius length × cos 30◦
2.4. Biceps Brachii Thickness
B-mode ultrasonography (My LabTwice, Esaote Biomedical, Genoa, Italy) with a 38-mm probe
(7.5 MHz, linear array) was used to measure biceps brachii thickness, following a previously established
method [32]. Participants were asked to identify their dominant side and were seated with the dominant
arm hanging relaxed at their side; the proximal (acromion process) and distal (olecranon) ends of the
humerus were identified using ultrasound scanning and palpation. Thereafter, a sagittal plane scan
was performed at 60% length from the proximal end of the humerus, identifying the upper and lower
aponeurosis of the biceps brachii muscle [33]. Minimal pressure (denoted by no indentation of the tissue
within the field of vision) was applied to the ultrasound probe while scanning to avoid compression of
the muscle. The ultrasound was recorded in real time, from which an image was captured and biceps
brachii thickness was measured as the distance between the superficial and deep aponeurosis, taken
at the proximal, middle and distal end of the captured image using digitizing software (ImageJ 1.45,
National Institutes of Health, Bethesda, USA). The mean of the three measurements was recorded as
the biceps brachii thickness.
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2.5. Vastus Lateralis Muscle Area
B-mode ultrasonography (My LabTwice, Esaote Biomedical, Genoa, Italy) was used to determine
vastus lateralis (VL) muscle area. With participants standing, the origin and insertion of the VL
muscle was identified as the proximal and distal myotendinous junction of the VL, respectively, using
ultrasound (7.5 MHz, linear array probe, 38 mm). The origin and insertion of the VL were assessed in a
standing position, as the accumulation of subcutaneous fat in some participants made identification of
the VL origin impossible in the supine position. The VL length was measured with a measuring tape
as the distance from origin (head of femur) to insertion (VL myotendinous junction). The lateral and
medial borders of the VL were identified using ultrasound to identify the mid-sagittal line of the VL.
Participants were then seated for subsequent ultrasound procedures.
For vastus lateralis anatomical cross-sectional area (VLACSA), a transverse plane ultrasound scan
was performed at 50% of VL length, as this corresponds to the VL length at which maximum ACSA is
found [34]. Using echo absorptive markers every 3 cm from the medial to the lateral border of the VL
muscle, the ultrasound probe was steadily moved over the echo-absorptive markers from the medial to
the lateral edge of the VL. The ultrasound was recorded as a digital video file, from which individual
images were acquired using capture software. Captured images were acquired at contiguous intervals
between each shadow cast by the echo-absorptive markers. The entire VLACSA was reconstructed in
a single canvas from each captured image. For the measurement, digitizing software (ImageJ 1.45,
National Institutes of Health, Bethesda, USA) was used as the visible aponeurosis around the VL.
The reliability and validity of this method were previously reported to be high (>0.99) when compared
with MRI [35].
2.6. SNP Selection
For the present study, 24 SNPs were selected. Those SNPs were selected based on several
criteria, such as their previous associations with skeletal muscle phenotypes in different populations,
their known physiological (functional) mechanism for possible association and some novel gene
variants that could influence skeletal muscle phenotypes, as previously reported, to influence other
similar phenotypes. While selecting the candidate gene variants from the list of SNPs, priority was
given to the frequency of extant literature for SNPs and muscle phenotypes, the presence of conflicting
results for SNPs and the already-known transcriptional differences for some of the SNPs. The list of
selected gene variants and their previous associations with similar phenotypes is presented in Table S1.
2.7. Sample Collection, DNA Extraction and Genotyping
Biological samples were collected as either a venous blood or saliva sample. Briefly, 5 mL of blood
was collected from a superficial forearm vein by a trained phlebotomist into 5 mL EDTA tubes (BD
Vacutainer Systems, Plymouth, UK). Samples were stored at −20 ◦C before further processing. Saliva
samples were collected using Oragene DNA OG-500 collection tubes (DNA Genotek Inc., ON, Canada)
following the manufacturer’s instructions and stored at room temperature until DNA extraction.
Genomic DNA was extracted from the collected samples using a QIAcube, QIAamp DNA Blood Mini
kit and standard spin column protocol (Qiagen, Crawley, UK). For genotyping, two techniques were
used; EP1 Fluidigm (Fluidigm, Cambridge, UK) and StepOnePlus (Applied Biosystems®, Paisley,
Scotland, UK). A brief description of genotyping procedures using both techniques is presented in
our previous papers [36,37] and the genotypes for the selected SNPs were called based on end-point
fluorescence (https://www.thermofisher.com/np/en/home.html) (attached in Table S2). All samples
were analysed in duplicate [38].
2.8. Statistical Analysis
The frequency of all the selected polymorphisms was checked for compliance with the
Hardy–Weinberg equilibrium using chi-square tests. Analysis of covariance (ANCOVA) was used to
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test any genotype effects on skeletal muscle phenotypes (muscle size, muscle strength) with age used
as a covariate. When too few participants were in one homozygous group, this group was combined
with the heterozygous group and a two-group analysis was performed. Similarly, when there was
an association (p < 0.05) or a tendency for an association (0.05 < p < 0.15) [39], the homozygous
and heterozygous groups with closer means were combined and then ANCOVA was re-run for the
analysis. All significant associations identified in the main ANCOVA analyses were subject to the
Benjamini–Hochberg correction [40,41] with a 20% false discovery rate considering two families (muscle
size and muscle strength) of 24 tests each. All statistical analyses were performed using SPSS version
23.0 and statistical significance was accepted when p ≤ 0.05. Data are presented as mean ± SD. A small
number of participants did not complete all tests due to faults during data capture or inaccessibility for
the specific tests.
3. Results
3.1. General Characteristics of Participants
The general characteristics of the participants are presented in Table 1.
Table 1. General characteristics of the participants.
Variables Mean ± SD (n = 307)
Age (years) 71 ± 6
Mass (kg) 66.3 ± 11.3
Height (m) 1.60 ± 0.06
BMI (kg/m2) 25.9 ± 4.2
HGS (kg) 29.9 ± 5.0
MVCEF (N·m) 24.8 ± 6.2
MVCKE (N·m) 55.1± 18.4
Biceps brachii thickness (cm) 1.76 ± 0.32
VLACSA (cm2) 16.3 ± 3.4
Abbreviations: BMI, body mass index, HGS, handgrip strength, MVCEF, isometric elbow flexion maximal voluntary
contraction, MVCKE, isometric knee extension maximal voluntary contraction, VLACSA, vastus lateralis anatomical
cross-sectional area.
3.2. Genotyping and SNP Associations with Skeletal Muscle Phenotypes
All SNPs were in Hardy–Weinberg equilibrium (p > 0.15) (Table S3) and the genotyping success
rate was > 99%. Of the 24 SNPs analysed, 10 showed associations with skeletal muscle phenotypes.
None of ACTN3 rs1815739, ACE rs4341, CNTFR rs2070802, IL6 rs1800795, IGF1 rs35767, ACVR1B
rs2854464, ESR1 rs1999805, ESR1 rs4870044, ID3 rs11574, MTHFR rs1801131, MTHFR rs1537516,
MTHFR rs17421511, VDR rs2228570 or TTN rs10497520 were associated with any of the skeletal muscle
size and strength measures.
In the following section, only the SNPs associated with skeletal muscle phenotypes are presented.
Genotype–muscle phenotype associations were observed in this sample of elderly women for the
following: HGS (PTK2 rs7843014, PTK2 rs7460, HIF1A rs11549465 and COL1A1 rs1800012; Figure 1),
MVCEF (HIF1A rs11549465 and PTK2 rs7460; Figure 2), MVCKE (CNTF rs1800169 and NOS3 rs1799983;
Figure 3), biceps brachii thickness (MSTN rs1805086 and ACVR1B rs10783485; Figure 4) and VLACSA
(TRHR rs7832552, ACVR1B rs10783485, HIF1A rs11549465 and FTO rs9939609; Figure 5). Participants
possessing the genotype associated with phenotypes for greater muscle size (biceps brachii thickness
and VLACSA) or strength (HGS, MVCEF and MVCKE) were considered as having the favourable
genotype. Elderly women in the favourable genotype groups were 3.6–13.2% stronger and had
4.6–14.7% larger muscle than their counterparts with less favourable genotypes (all p < 0.05, specific
phenotypes shown in Table 2).
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Figure 1. Handgrip strength in genotype groups for (a) PTK2 rs7843014 (AA + AC = 247 vs. CC = 57, 
Δ = 5.3%); (b) PTK2 rs7460 (TT = 72 vs. AT + AA = 233, Δ = 3.6%); (c) HIF1A rs11549465 (CT + TT = 64 
vs. CC = 241, Δ = 4.6%); (d) COL1A1 rs1800012 (AA + AC = 99 vs. CC = 205, Δ = 4.1%). * denotes 
significant difference. Data are mean ± SD. 
 
 
Figure 2. Isometric elbow flexion maximum voluntary contraction in genotype groups for (a) PTK2 
rs7460 (TT = 71 vs. AT + AA = 233, Δ = 7.7%); (b) HIF1A rs11549465 (CT + TT = 63 vs. CC = 241, Δ = 
8.7%). * denotes significant difference. Data are mean ± SD. 
  
Figure 1. Handgrip strength in genotype groups for (a) PTK2 rs7843014 (AA + AC = 247 vs. CC = 57,
∆ = 5.3%); (b) PTK2 rs7460 (TT = 72 vs. AT + AA = 233, ∆ = 3.6%); (c) HIF1A rs11549465 (CT + TT = 64
vs. CC = 241, ∆ = 4.6%); (d) COL1A1 rs1800012 (AA + AC = 99 vs. CC = 205, ∆ = 4.1%). * denotes
significant difference. Data are mean ± SD.
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Figure 2. Isometric elbow flexion maximum voluntary contraction in genotype groups for (a) PTK2
rs7460 (TT = 71 vs. AT + AA = 233, ∆ = 7.7%); (b) HIF1A rs11549465 (CT + TT = 63 vs. CC = 241,
∆ = 8.7%). * denotes significant difference. Data are mean ± SD.
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Figure 3. Isometric knee extension maximum voluntary contraction in genotype groups for (a) NOS3 
rs1799983 (GG = 117 vs. GT + TT = 185, Δ = 7.5%); (b) CNTF rs18000169 (GG = 222 vs. AG + AA = 80, Δ 
= 13.2%). * denotes significant difference. Data are mean ± SD. 
 
Figure 4. Biceps brachii thickness in genotype groups for (a) ACVR1B rs10784385 (GG = 124 vs. GT + 
TT = 166, Δ = 4.6%); (b) MSTN rs1805086 (CT = 9 vs. TT = 282, Δ = 14.7%). * denotes significant 
difference. Data are mean ± SD. 
  
Figure 3. Isometric knee extension maximum voluntary contraction in genotype groups for (a) NOS3
rs1799983 (GG = 117 vs. GT + TT = 185, ∆ = 7.5%); (b) CNTF rs18000169 (GG = 222 vs. AG + AA = 80,
∆ = 13.2%). * denotes significant difference. Data are mean ± SD.
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Figure 4. Biceps brachii thickness in genotype groups for (a) ACVR1B rs10784385 (GG = 124 vs.
GT + TT = 166, ∆ = 4.6%); (b) MSTN rs1805086 (CT = 9 vs. TT = 282, ∆ = 14.7%). * denotes significant
difference. Data are mean ± SD.
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Figure 5. Vastus lateralis muscle cross sectional area in genotype groups for (a) ACVR1B rs10784385 
(GT + TT = 168 vs. GG = 121, Δ = 7.3%); (b) HIF1A rs11549465 (CC = 228 vs. CT + TT = 62, Δ = 5.0%); (c) 
FTO rs9939609 (AA + AT = 188 vs. TT = 102, Δ = 6.2%); (d) TRHR rs7832552 (TT = 37 vs. CT + CC = 252, 
Δ = 7.0%). * denotes significant difference. Data are mean ± SD. 
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CNTF rs1800169 AA + AG vs. GG MVCKE 13.2% 0.004 
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COL1A1 rs1800012 AA + AC vs. CC HGS 4.1% 0.013 
Grey shadings denote the favourable groups for skeletal muscle phenotypes. Abbreviations: HGS—
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Figure 5. Vastus lateralis muscle cross sectional area in genotype groups for (a) ACVR1B rs10784385 (GT
+ TT = 168 vs. GG = 121, ∆ = 7.3%); (b) HIF1A rs11549465 (CC = 228 vs. CT + TT = 62, ∆ = 5.0%); (c) FTO
rs9939609 (AA + AT = 188 vs. TT = 102, ∆ = 6.2%); (d) TRHR rs7832552 (TT = 37 vs. CT + CC = 252,
∆ = 7.0%). * denotes significant difference. Data are mean ± SD.
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Table 2. Associations between SNPs and skeletal muscle phenotypes in elderly Caucasian women.
Polymorphisms Genotypes Phenotypes % Difference p-Value
TRHR rs7832552 TT vs. CC+CT VLACSA 7.0% 0.036
HIF1A rs11549465 CT + TT vs. CC
VLACSA
HGS
MVCEF
5.0%
4.6%
8.7%
0.033
0.012
0.007
PTK2 rs7460 AT + AA vs. TT MVCEFHGS
7.7%
3.6%
0.015
0.042
PTK2 rs7843014 AC + AA vs. CC HGS 5.3% 0.018
ACVR1B rs10783485 GT + TT vs. GG VLACSABiceps brachii thickness
7.3%
4.6%
0.009
0.045
FTO rs9939609 TT vs. AA + AT VLACSA 6.2% 0.014
NOS3 rs1799983 TT + GT vs. GG MVCKE 7.5% 0.042
CNTF rs1800169 AA + AG vs. GG MVCKE 13.2% 0.004
MSTN rs1805086 CT vs. TT Biceps brachii thickness 14.7% 0.035
COL1A1 rs1800012 AA + AC vs. CC HGS 4.1% 0.013
Grey shadings denote the favourable groups for skeletal muscle phenotypes. Abbreviations: HGS—handgrip
strength, VLACSA—vastus lateralis anatomical cross-sectional area, MVCKE—isometric knee extension torque
maximal voluntary contraction, MVCEF—isometric elbow flexion torque maximal voluntary contraction.
4. Discussion
The current study identified associations between several SNPs and skeletal muscle phenotypes
related to muscle size (biceps brachii thickness and VLACSA) and muscle strength (HGS, MVCEF and
MVCKE) in elderly women. The genetic variants associated with skeletal muscle phenotypes can be
described by the biological roles of the genes. For the purpose of this discussion, the genes are grouped
according to their potential role in terms of how they can affect muscle tissue: (1) structural proteins,
(2) transcriptional regulators, (3) antagonists of muscle growth, (4) body composition regulators and
(5) myotrophic factors.
4.1. Structural Proteins
PTK2 rs7460 was associated with HGS and MVCEF, and PTK2 rs7843014 and COL1A1 rs1800012
were associated with HGS. These genes encode for a component of muscle structural proteins and
the extracellular matrix (ECM) and thus might provide strength and integrity for the muscle fibre.
For example, the PTK2 rs7460 A-allele, identified here as a favourable allele, has been previously
associated with higher baseline specific force in Caucasian men [42,43]. It has been speculated that
PTK2 rs7460 AA might favour more integrin-ECM bonds and result in a higher costamere density [43],
which may favour lateral force transmission [42]. Higher gene expression has been observed with AA
homozygotes compared to TT for PTK2 rs7460 [44], which may result in an increase in the number of
integrin ECM bonds compared to TT genotypes and thus higher lateral force transmission with higher
resultant muscle strength in the present elderly population.
For COL1A1 rs1800012, there is evidence that the A-allele of the Sp1-COL1A1 binding site
polymorphism is linked with enhanced DNA-protein binding, encouraging transcription and elevated
expression of COL1A1 in osteoblast culture [45], with a higher proportion of collagen α1 compared to
collagen α2. Despite contrasting data regarding bone health [46–54], in athletes the COL1A1 A-allele
seems to be protective for tendon and ligament injuries [55]. Collagen is predominant in tendons and
tendon function is affected by the quality and architecture of collagen fibres [56,57]. It is therefore
possible that there is some advantageous effect of the COL1A1 rs1800012 A-allele that could protect
from soft tissue injury, improve tendon function and contribute to the higher strength observed in
elderly women.
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4.2. Transcriptional Regulators
The present study has identified associations of transcription factor and transcription regulator
gene variants HIF1A rs11549465 and NOS3 rs1799983 with skeletal muscle phenotypes. These gene
variants might change the transcription of genes affecting skeletal muscle formation and thus contribute
to the variability in muscle size and strength in the elderly women. For instance, transcription factor
HIF1A is the sub-unit of heterodimeric transcriptional factor HIF1, which induces the transcription
of genes involved in cellular proliferation and survival [8,58], with the HIF1A rs11549465 T-allele
associated with enhanced trans-activation capacity [59]. Enhanced transactivation capacity with the
T-allele could be associated with increased cell proliferation and a higher proportion of fast-twitch fibres,
which may explain the larger VLACSA and higher muscle strength (HGS and MVCEF) in the T-allele
carriers in the present elderly population. In line with this, the cross-sectional area of type IIb muscle
fibres was on average 16% larger in HIF-1α transfected compared to non-transfected extensor digitorum
longus muscles in rats [60]. In humans, immuno-histochemical analysis of vastus lateralis muscle
has shown a higher proportion of fast-twitch muscle fibres in a HIF1A rs11549465 T-allele (Ser) group
compared to a C-allele (Pro) group; 13.8% in the Pro/Ser group compared to 8.2% in the Pro/Pro (CC)
group [61]. This suggests that the T-allele could be favourable to powerful movements. Furthermore,
previous studies have observed the T-allele to be more common in power-oriented athletes [62–64],
and to be associated with maximal oxygen consumption post-training in older Caucasians [65] and
young women [66].
NOS3 encodes endothelial nitric oxide synthase (eNOS) which catalyses nitric oxide (NO) synthesis.
NO plays a role in skeletal muscle fibre conversion [67], mitochondrial energy production [68] and
muscle hypertrophy [69]. The physiological activities of skeletal muscle, such as excitation–contraction
coupling, force generation, calcium homeostasis, metabolism and bioenergetics [70,71], are highly
regulated by NO. Muscle atrophy in NOS3 knockout mice [72–74] further implies the crucial role of
NO in skeletal muscle growth. Despite the fact that higher NO activity has been associated with the
NOS3 rs1799983 G-allele [75,76], our present observation is in line with other studies reporting T-allele
as beneficial for skeletal muscle function/performance. For instance, T-allele has been identified as
favourable in some athletes [77,78], associated with adaptation to resistance training [79] and beneficial
for maintaining normal muscle mass above the sarcopenic threshold [36].
4.3. Antagonists of Muscle Growth
In the elderly women analysed in our study, ACVR1B rs10783485 GG homozygotes had a thicker
biceps brachii and larger VLACSA than T-allele carriers. The ACVR1B gene encodes the activin A
receptor type 1b, which affects muscle growth negatively by stimulating the myostatin and activin
signalling pathways [80,81]. Previous studies have reported the C-allele (G-allele in this case) as being
favourable for higher knee strength [82] and an increment in rectus femoris diameter post-training in
coronary artery disease patients [83]. The association of knee strength with ACVR1B rs10783485 was
described by the considerable linkage disequilibrium (r2 = 0.15–0.44) between ACVR1B rs10783485
and ACVR1B rs2854464 [82]. The previous authors suggested that the observed association of ACVR1B
rs2854464 with greater strength in the study could be due to higher affinity between the 3′ untranslated
region of ACVR1B mRNA and microRNA-24, leading to more effective translational inhibition and
decay of ACVR1B mRNA [82]. The pharmacological blockade of activin A signalling has been observed
to increase muscle mass [84], so the present association with muscle size might be due to the decay of
ACVR1B mRNA, enhancing muscle growth in GG homozygotes via the reduced activation of activin
myostatin pathways.
The present study also identified MSTN rs1805086 TT (K-variant) homozygotes as the favourable
genotype for thicker biceps brachii. K153 has been previously associated with higher muscle
strength [85], muscle mass and functional capacity in women [86], as well as with better performance in
high jumps [87] than the 153R variant; however, conflicting results do exist for skeletal muscle
phenotypes [88,89]. K153R mutant (R-variant) increases the susceptibility of promyostatin for
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furin-cleavage [90], and thus could facilitate the formation of more latent myostatin [90]. Since myostatin
is the negative regulator of muscle growth [80], the thicker biceps brachii in the present elderly women
with TT (KK) homozygotes could be due to lower myostatin activity in the TT (KK) homozygotes
compared to its mutant R-variant.
4.4. Body Composition Regulators
Body composition indices such as BMI, fat mass and other obesity-related phenotypes are strongly
regulated by the FTO gene [91–93]. Impaired skeletal muscle development has been observed in
FTO-deficient mice [94]. Furthermore, there is an increment in FTO expression during myogenic
differentiation and FTO silencing leads to myogenic suppression [94]. Recent studies have found
an association between FTO and appendicular lean mass, with a decrement in appendicular muscle
mass when fat mass was controlled [95,96]. Our finding of an association of the FTO A-allele with
larger VL muscle cross-sectional area in the present study is partly consistent with previous studies
showing associations with parameters such as higher fat mass, lean body mass [91,92] and BMI [97–99].
However, we previously reported the A-allele to be associated with a greater risk of sarcopenia [36].
These apparent differences in genotypic associations could reflect fat infiltration [100–102] and the
relative inability of older muscle to respond to loading [103].
4.5. Myotrophic Factors
CNTF rs18000169 and TRHR rs7832552 were associated with skeletal muscle phenotypes in the
present study. CNTF is a signalling molecule with neurotrophic and myotrophic roles [104,105] and
CNTF treatment results in enhanced myogenesis and diminished atrophy mediators [106]. Furthermore,
CNTF level decreases with ageing and exogenous administration of CNTF in older rats has been shown
to improve muscle strength [107]. A functional gene variant, CNTF rs1800169, with AA genotype
produces a non-functional protein [108], and the present finding is consistent with most previous studies
which report the GG genotype as the favourable genotype for skeletal muscle phenotypes [109–111].
CNTF α contributes to STAT3 activation [112], which has been linked with myoblast proliferation [113].
It is therefore possible that the elderly women with GG genotypes have functional proteins that could
contribute to effective myogenesis, which is important for muscle maintenance, and hence are stronger
than A-allele carriers.
TRHR stimulates the hypothalamic pituitary–thyroid axis, leading to the release of thyroxin.
Thyroxin plays an important role in skeletal muscle development and the attenuation of age-related
changes in tissue function [114], where reductions in thyroid hormone levels result in muscle
weakness [115]. A genome-wide association study (GWAS) found that the TRHR rs7832552 TT
genotype is associated with a higher lean body mass in US Caucasians [116] and the TT genotype also
seems to be positively associated with sprint/power performance [117]. There was higher TRHR gene
expression with T-allele in C2C12 skeletal muscle cell lines of mice [118]. It is possible, therefore, that TT
genotype is associated with the optimal expression of thyroid hormone receptor and thus associated
with favourable skeletal muscle phenotypes, such as VLACSA in the present elderly population.
4.6. Implications and Limitations
The present study has found genotype associations with a range of skeletal muscle phenotypes
in elderly women. These genotype associations offer meaningful advantages for the measured
skeletal muscle phenotypes; for instance, the presence of favourable SNPs is associated with higher
muscle strength by 3.6–13.2%, which may well translate into an advantage for functional capacity.
The measured ranges of benefits to muscle strength in the present study are similar to the positive
adaptations that have previously been reported in elderly people after an exercise intervention [119,120].
The associations we report therefore seem to have real-world relevance.
No single gene variant was associated with all the measured muscle phenotypes, probably due
to the modest influence of those specific gene variants on the specific muscle measures. Even more
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striking is the fact that 14 SNPs, contrary to our hypotheses and the suspected roles of these genes in
muscle mass regulation, were not associated with any muscle phenotypes. The absence of associations
may partly be attributable to the fact that we recruited independently living and recreationally active
participants, with which the discriminating power of genotypes was not enough to distinguish the
difference in muscle phenotypes. One should also not dismiss the role of redundancy, where tissues
are able to cope with disadvantageous genotypes through other adaptations. We also suggest that the
observed SNP–phenotype associations should be replicated in an independent elderly population to
confirm our findings. The effect of SNPs on skeletal muscle phenotypes could perhaps be understood
more holistically if a polygenic approach is adopted involving all SNPs, considering that muscle size
and strength are polygenic in nature. In the elderly, however, only a limited number of SNPs have
been associated with muscle phenotypes [10,86,121,122]; it is therefore necessary to first identify many
SNPs before investigating their collective ability to capture the observed phenotypic variance, utilizing
a polygenic model. Despite these potential shortcomings, the gene variants associated with skeletal
muscle phenotypes in the present study could be beneficial in identifying those individuals most prone
to muscle wasting conditions such as cachexia and sarcopenia.
5. Conclusions
The present study identified the association of ten gene variants (HIF1A rs11549465, PTK2
rs7460, ACVR1B rs10783485, PTK2 rs7843014, COL1A1 rs1800012, CNTF rs1800169, NOS3 rs1799983,
MSTN rs1805086, TRHR rs7832552 and FTO rs9939609) and skeletal muscle phenotypes in an elderly
population. The identification of gene variants associated with muscle size and strength measures
might help in screening the population prone to sarcopenia in old age.
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